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DERWENT . 








12 


12 


sasai.inv. and nishikawa.inv. 


US-PGPUB; 

USPAT; 

EPO; 

DERWENT 


OR 


OFF 


2005/10/30 13:16 




■: : i:".'; : vl j:-p; 


(sasai.inv. and nishikawaJny.J andiii; 
((neural with stem with; cell) SAMif 
(RA or retinoic)) ; %^\^ 


• US-PGPUB; : 
i USPAT; ; • : - 
EPO; i 
DERWENT,.;; 


ioR : 


OFF 


: 20p5/i0/3p];l3>J8! 














L4 


1 


(sasai.inv. and nishikawa.inv.) and 
fff neural or nprvp^ with <;tem with 

^Y^ii^uiui \ji I id vcy vvilii jiciii Willi 

cell) SAME (RA or retinoic)) 


US-PGPUB; 

USPAT* 

EPO; 

DERWENT 


OR 


OFF 


2005/10/30 13:22 


L5 




:i(sasaijnvv!and 


US-PGPUB; 


PH I I 


: ;OFF ■ 1; 


;20O5/iO/3O 13:32 






:;(((heural or nerve) ) SAME (RA or : 
retinoic)) 


USPAT; - 
EPO; 

DERVVENT: 








L6 


1 


(sasai.inv. and nishikawa.inv.) and 
(((neural or nerve) ) SAME (RA or 
icuiiuii.^ diiu dyyrcyduony 


US-PGPUB; 

USPAT; 

cru, 

DERWENT 


OR 


OFF 


2005/10/30 13:33 


L7 . 


1 


(sasai.inv. and nishikawa.inv.) and .; 


lUS-PGPUB; 


OR 


OFF 


2005/10/30; 13:3311 






; (((neural or nerve) ) SAME(RA or 


USPAT; 












retinoic) same aggregation) 


EPO; : 


























DERWENT 
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[:0221];i :l I^ 


stent iation ; ;; of ; an; ;ectoderiiia : l: ::: ceii ; 


i: 6r ; iah 


ectoderm-derived cell ; into: la: ;C€ 


slili : of : neural : ; tube :^6r 


above 

step: ;using; : a: "medium; :which : does-; 


:;ri6fcMc6nta^ 


and 


tften^hiwheii 

dif £erentiatidri;o£: the; : embryon] 


uc ^stemi iGelli i into ; a neuroectoderm 




started 






(e . i : tdi 1.4 ;;days , .ptef erabl] 


/:;,:2 : .'to; : 8; days>; and.m^ 


^ to 


6i:;:days 

after ^starting; of culturirig) ; >ic 


■hiltiiri^ 


tigM'shh 


i&ti 6ontibii6^ 


:mg .with optional exchaiige , of i the 




medium-- 
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[M58 j ; =. Differentiation^ '•ettib'£y^^ hoh-; 

[?;45;?;]-:i!!A:!:medium^ prpduced : ;^^ 0 r : 5:|nmpl/ 1 i;BMP4 :-;(manii;f actured . . 

fcq »;t*he serum- f ree medium "described in;: Example . . The ES cell MEB5N;was 

GOCultured : wi.th /PA6 cell . according, to the " method described iilri Example 

ir,;±ia : qi ; ng 

th6;:;£hus::;:pripduc 

f ree :tne;d;i ; iim 

uised iri; Example ; liv \ Eight daysViafter ; culturing, irtmunologicaL::;ce;il 

S;tiai : n : irig^isis; 

carried |:;oUtt: : tisihg the; ;anti-NCAM .antibody the ; anti^hestiii kntib<idy| lor 
an 

antibody against ;a nonfne.ural ^ectoderm cell;:marker ;E cadherin 

:(manuf actured::;by: 

Takara;;:iShuzp 

seruni-:£ree 

TT^diM:;:^ith 
ahd;:i:F:::; 

[ : 04601.:.A1^G) / . 8 days after . cdlturing using the ;BMP4 wadded serum-fr;e;e 

rdejdi:um : > : : ; :the 

medilint; : was :chahg|e.d. pb " : Gl^sgbw MEM mediriiriici:^ 
serum 

(manufactur GIBCO' BRL ) / ;:;fql lowed by culturing : ;f pr;;:;3 : :;days . The 

tihu& 

cultured cells : were fiix^d; for 1 |ab; minutes, by addin^;!^ 
and 

immuriplogically;; is : t.ain;ed:; using - a;n; : antibody ; against^a: ;skin espidermis 
celliimarker 

keratin 14 (manufactured by Biomedia) , and the results were^compared 
with;; those 

in 'which; culturiing : was continued for addiiti;pB.^^ = : d^ys; : using. the 
bovine 

serum- free medium, ; : with the results;, shown . iri FIGS 5G, . R and ; I . 

[0461] As ; 'shown in Example -1 #; ":wheri ; ther : medium without : BMP4 was .Used, 
the-ES 

cell-derived: colonies -were strphgly;:;anti-NCAM antibody -positive, ^FIG- 
IS A^iand 

strpnglyiiah^^ antibody-positive ..(FIG.: *:5B5: , whereas the : number 

of;;E 

ca;dher ih^pps i t i colpnies:;.was, ;small : ;;: : (;i8%.) : (FIG-:. 5C) : .;Ori the. . other 

^rid^Mwhen 

Mfe!:l:BM:P4;^ 

Golbni e s ; we ire 

aiiti-NC^M cbtibo^ X'FTG :: 5P); : ; and.; dht'i-h : eWtin ; ; a : ht;i : body- 



hegatiyle; 



5E;)-,. 



;(FIG 



Wh£fe£b E cadh^rin-ppsitivel colonies! appeared; at ;a /high 
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(FIG r ;-[5.F)J v ;: v Keratin '; 14 ^positive ^colonies ;| were inot f pixn6d -when": ithe 
medium 

without no; BMP4 : was: used" (FIG .j : 5G) , ; whereas,; they; appeared . when the 
BMP4-:added 

serum- free ;; : medium|was. us;ed"at a f requericy'of : .34%;: (FIG : - ;;5H) :When 
Guituring^was 



Gat^^iield ; ioufei;! f or : :8H : d 
then;:;ior::;:ne3ct 



3! ! : d&ys : uM ; h§^^^^ 


qntiaiini^ • 


Se : rum>::::!b6;th::::af 


thS=: f teqtiericy of keirktin;:.;14rpc»^itiV^ £dl;6iii£s (4.7%);;:.&rid £h£ dol6iiy 


size 




significantly:;:^ : ;5I;) • 




[ 0462:]: fAlso , : : . a- result similar.; : to:!:fche 


above : : .was obtaihedVwheh 


eoculturinghwas 




carried:!: 6ut : i:-usin : g a . typical 1 :ES:i:ice : ll;;/ 


12 9 line!: mouse- derived;. .CCE:!::ce 






Kuehn et : al . , Nature, 32 6, 295 (1987) 


; Production of . Mutation; :Mice 



Using ES 
Ceii ).;>;' 
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